Early nutrition plays an important role in development and may constitute a relevant contributor to the onset of obesity in adulthood. The aim of this study was to evaluate the long-term impact of maternal leucine (Leu) supplementation during lactation on progeny in rats. A chow diet, supplemented with 2% Leu, was supplied during lactation (21 days) and, from weaning onwards, was replaced by a standard chow diet. Then, at adulthood (6 months of age), this was replaced with hypercaloric diets (either with high-fat (HF) or high-carbohydrate (HC) content), for two months, to induce obesity. Female offspring from Leu-supplemented dams showed higher increases in body weight and in body fat (62%) than their respective controls; whereas males were somehow protected (15% less fat than the corresponding controls). This profile in Leu-females was associated with altered neuronal architecture at the paraventricular nucleus (PVN), involving neuropeptide Y (NPY) fibers and impaired expression of neuropeptides and factors of the mTOR signaling pathway in the hypothalamus. Interestingly, leptin and adiponectin expression in adipose tissue at weaning and at the time before the onset of obesity could be defined as early biomarkers of metabolic disturbance, predisposing towards adult obesity under the appropriate environment.
Introduction
Obesity in Western industrialized societies is increasing at an alarming rate [1] and this is not always related to a present unhealthy diet or lifestyle. In this context, early-life nutrition may play an important role as it has been described that specific conditions, foods or environmental inputs at early ages may act as modifiers of metabolic performance and may, for instance, contribute to the implementation of the obese phenotype in adulthood [2] [3] [4] [5] [6] in a more or less irreversible manner.
Leucine (Leu) is one of the most abundant essential amino acids in foods, including breast milk, where it can be found forming part of proteins and also as a free, soluble amino acid [7, 8] , thus, allowing rapid bioavailability in newborn and infant intestinal tracts [9] . Furthermore, Leu contributes to multiple metabolic roles far beyond being a substrate for protein synthesis. Leu has been suggested to influence insulin and glucose homeostasis, as well as adipogenesis and fat accretion [10] [11] [12] . Substantial experimental evidence supports that Mechanistic Target of Rapamycin Kinase (mTOR) signaling and its downstream effectors may mediate the role of Leu [2, 13, 14] . One of the first demonstrations on the beneficial role of Leu on body weight and adiposity was carried out in high-fat (HF) fed mice, where adding Leu in drinking water decreased diet-induced obesity and improved plasma glucose and cholesterol levels [15] . Since then, other studies have characterised the effects of Leu supplementation on a number of species, with different doses and protocols for the regulation of food intake, energy balance and glucose homeostasis (see [9, 16] for comprehensive reviews). Although beneficial effects have not been clearly established, evidence has shown that leucine supplementation may modulate obesity and improve glucose homeostasis. At present, data seem to confirm that Leu decreases body weight in obese animals, improves glucose metabolism and causes minor effects on lipid metabolism, when the dose in drinking water is around 1.5%, and this is associated with a total Leu intake of two times the standard daily intake [2, 17, 18] . Furthermore, the effects are more noticeable under a HF diet, whereas in control animals there is no effect at all. In contrast with the above research, a recent series of experiments has demonstrated that short-term removal of dietary Leu may counteract obesity too. The response to removal of Leu is associated with increased β-oxidation, activation of uncoupling protein 1 (UCP1) and diminished lipogenesis in obese animals, which seem mediated by hypothalamic leptin signaling [19] [20] [21] [22] [23] .
Therefore, animal studies are inconclusive in addressing whether diets should be supplemented with Leu or, on the contrary, levels of Leu should be decreased in order to prevent obesity and/or to improve glucose/insulin homeostasis. In this context, we have previously reported that maternal Leu supplementation during lactation may improve body composition in lactating dams, probably mediated by modulation of neuropeptide expression at the hypothalamus level, without compromising the growth of the offspring [24] . However, the long-term effects of maternal Leu supplementation on the long-term health of the offspring have not been previously studied. Thus, the goal of the present study was to analyse the follow up of offspring from Leu-supplemented dams and to assess whether or not the progeny was metabolically better prepared for preventing obesity in adulthood under the nutritional challenge of high-energy dense diets.
Materials and Methods

Animals and Experimental Design
Twelve adult virgin female Wistar rats (Charles River Laboratories, Barcelona, Spain) were housed under controlled conditions (22 • C, 12 h light-12 h dark cycle, light on from 08:00-20:00 h) and adapted to a powder standard diet (3.0 kcal/g containing 1.11 g L-leucine/100 g) for four weeks (Diet A04, Panlab, Barcelona, Spain). Then, they were mated and placed in individual cages with free access to water and diet. At day 1 after delivery, the number of pups in each litter was adjusted to 10 per dam (five females and five males when possible) and after that, half of the dams received the control diet (group C) and the other half the same diet supplemented with 2% L-leucine (>99% NT, Sigma-Aldrich, Madrid, Spain) (group L) during lactation.
Weaning was performed on day 21; males and females from offspring were separated, housed in groups of four and fed with the standard diet (without leucine supplementation). To simplify, offspring is named according the dietary treatment followed by the respective mothers (groups C and L), although these animals only received the leucine supplementation during the lactation period. In order to get representative data, the litter of origin was taken into account to select individual animals from offspring and allocate them in the different groups and experimental settings.
To test for susceptibility to obesity in adult life, at 6 months of age, half of the animals (males and females, C and L) were changed to a HF diet (4.7 kcal/g and 45% calories from fat) (D12451, Research Diets, New Brunswick, NJ, USA) and the other half to a HC diet (3.8 kcal/g and 70% calories from carbohydrate) (D12450B, Research Diets, New Brunswick, NJ, USA) for three months, up to day 275 of age on average (referred to as 9 months of age in the following text). Then, animals were sacrificed and samples were obtained from the different groups of both males and females (n = 6 in each group, groups C-HC, L-HC, C-HF, L-HF). During adult dietary treatment, a full control offspring group, not challenged with any calorie dense diet, but just regular chow throughout life, would have been a real basal control group. However, this was considered not strictly necessary in our experimental approach, and the application of the principle of replacement, reduction and refinement (3Rs) (Articles 4 and 13 and Annex VI of Directive 2010/63/EU) concerning the use of animals for scientific purposes was prioritised. Furthermore, our main interest was to analyse the response to the excess energy in leucine-treated animals, in comparison with the control offspring group. In this context, offering the same type of diet (either HC or HF) to both control and leucine animals was considered the most suitable experimental setting up.
Ethics Statement
The animal protocol followed in this study was reviewed and approved by the Bioethical Committee of the University of the Balearic Islands (resolution number 1798 of 18 February 2009). University guidelines for the use and care of laboratory animals were followed.
Follow up and Sample Collection
Body weight and length, food intake and body composition by EchoMRI-700™ (Echo Medical Systems, LLC., Houston, TX, USA) were periodically recorded. Tail blood samples were collected at specific times and serum was obtained after centrifugation at 1000× g for 10 min and stored at −20 • C for further analysis. Tissue samples were collected at sacrifice on day 21 (one female and one male from each litter) and at the end of the experiment at 9 months of age. The tissues (mesenteric white adipose tissue and hypothalamus) were removed, immediately frozen in liquid nitrogen and stored at −80 • C until further analysis. The hypothalamus was harvested by using the following landmarks: frontal edge of the optical chiasm, lateral sulci, caudal edge of the mammary bodies, and a depth of 2 mm. All animals were sacrificed under feeding conditions (during the first 2 h of the beginning of the light cycle).
Challenge Tests
An oral glucose tolerance test (OGTT) was performed at the age of 5 months. A load of 1 to 1.5 mL glucose (1.5 g/kg body weight) was orally given to the animals in fasting conditions (during the first 4 h of the beginning of the light cycle in animals deprived of food for 14 h). Blood samples were taken from the tail of animals before the glucose load (time zero) and then at 30, 60, 120, and 180 min thereafter. Plasma glucose was measured with an Accu-check Glucometer (Roche Diagnostics, Barcelona, Spain) and insulin levels were determined using an ELISA kit (DRG Instruments, Marburg, Germany). The homeostatic model assessment for insulin resistance (HOMA-IR) was used to assess insulin homeostasis.
Food preferences were assessed by the two-bottle preference test, at the age of 165 days, as previously described [25] . In brief, rats were simultaneously offered two bottles containing either a Carbohydrate-Rich (CR) liquid diet or a Fat-Rich (FR) liquid diet. The two diets had identical caloric density (2.31 kcal/g) and the following ingredients: for the CR diet, 10 g/100 mL skimmed milk, 40 g/100 mL sucrose, 4 g/100 mL olive oil, and 0.35 g/100 mL xanthan gum (Sigma, Madrid, Spain); and for the FR diet, 10 g/100 mL skimmed milk, 10 g/100 mL sucrose, 17.3 g/100 mL olive oil, and 0.35 g/100 mL xanthan gum. Before performing the test, the rats were habituated over a period of 10 days, with each bottle being given individually on alternate days for 1 h without withdrawing the standard chow diet. The test started 2 days after the adaptation period. Solid food was withdrawn at the beginning of the light phase and two bottles containing preweighed quantities of either the CR or FR diet were placed side-by-side, 4 h after the beginning of the light cycle, for 1 h. The bottles were then reweighed, intake determined and corrected for spillage. Spillage was estimated by weighing small collection plates placed underneath the spout of the bottles. To discard a potential effect of the side, half of the rats had the CR bottle on the left and the FR bottle on the right and this was reversed in the other half. The test was performed on two different days.
Gene Expression
Total RNA was extracted from the hypothalamus and mesenteric white adipose tissue (mWAT) depot by Tripure Reagent (Roche Diagnostic Gmbh, Manheim, Germany) according to the manufacturer's instructions. Isolated RNA was quantified using a NanoDrop ND-1000 spectrophotometer (NanoDrop Technologies Inc., Wilmington, DE, USA) and its integrity and concentration confirmed using agarose gel electrophoresis. mRNA expression was determined by Real-time Polymerase Chain Reaction (PCR). In short, total RNA (0.25 µg) (in a final volume of 5 µL) was denatured at 65 • C for 10 min and then reverse transcribed to cDNA using MuLV reverse transcriptase (Applied Biosystems, Madrid, Spain) at 20 • C for 15 min, 42 • C for 30 min, with a final step of 5 min at 95 • C in a 2720 Thermal Cycler (Applied Biosystems, Madrid, Spain). Each PCR was performed from diluted cDNA template, forward and reverse primers (1 µM each), and Power SYBER Green PCR Master Mix (Applied Biosystems, Madrid, Spain). The list of genes analysed and the primers used (Sigma, Madrid, Spain) are described in Table S1 . Real-time PCR was performed using the StepOnePlus™ Real-Time PCR Systems (Applied Biosystems, Madrid, Spain) with the following profile: 10 min at 95 • C, followed by a total of 40-50 two-temperature cycles (15 s at 95 • C and 1 min at 60 • C). A melting curve was produced after each run, according to the manufacturer's instructions, to check for the purity of the products. Values for the threshold (Ct) were determined using instrument software (StepOne Plus Software v2.0) (Applied Biosystems, Madrid, Spain) and the relative gene expression was calculated as a percentage of the group of male control animals; 18S or β-actin were used as a reference.
Morphometric and Immunohistochemical Analysis
Tissue specimens of brain were fixed by immersion in 4% paraformaldehyde in 0.1 M sodium phosphate buffer (PB), pH 7.4. After washing in PB overnight, the samples were dehydrated in a graded series of ethanol and embedded in paraffin blocks for light microscopy using Paraplast Plus ® (Sigma, St. Louis, MO, USA). Coronal sections (5 µm thick) from the brain were cut using a microtome and mounted on Super-Frost/Plus slides (Menzel-Gläzer, Braunschweig, Germany). These coronal sections were dewaxed in xylene and rehydrated through with decreased graded series of ethanol and finally were washed with deionized water for 5-10 min, approximately. Consecutive sections were cut, in order to perform morphometric and immunohistochemical analyses separately.
In order to determine area and number of cells of the paraventricular nucleus (PVN), the sections were counterstained with haematoxylin/eosin (Panreac Química S.A, Barcelona, Spain), mounted in Eukitt (Kindler, Germany) on SuperFrost/Plus slides. Subsequently, sections were washed with deionized water, dehydrated with increasing concentrations of ethanol (Panreac Química S.A, Barcelona, Spain) and xylene (Panreac Química S.A, Barcelona, Spain), mounted with Eukitt (Panreac Química SA, Barcelona, Spain) and cover-slipped. Morphometric PVN images from light microscopy (4-5 animals each group) were digitalized using a Zeiss Axioskop 2 microscope, equipped with an AxioCam Icc3 digital camera (Carl Zeiss, S.A, Barcelona, Spain). Boundaries of the PVN were drawn interactively in each haematoxylin/eosin-stained image using AxioVision40V 4.6.3.0 software (Carl Zeiss, Imaging Solutions GmbH, Germany). Neuronal density was calculated by dividing the total number of cells in PVN per surface of the nucleus.
Immunohistochemical revelation of neuropeptide Y (NPY) fibers in PVN was performed with the avidin-biotin peroxidase (ABC) method [26] . Sections were incubated sequentially at room temperature in the following solutions: 0.3% hydrogen peroxide (Panreac Química S.A, Barcelona, Spain) in methanol (Panreac Química S.A, Barcelona, Spain) for 10 min to block endogenous peroxidase; EDTA-based solution (pH = 8-8. 
Statistical Analysis
Results were processed with the SPSS 19 Statistical package for Windows (SPSS, Chicago, IL, USA). The threshold of significance was defined in all the situations as * p < 0.05 or ** p < 0.01. All data are expressed as the mean ± standard error of mean (SEM).
At weaning and up to HC/HF diet, the statistical analysis was performed by two-way ANOVA, considering sex (S) and leucine treatment (L) as variables to assess differences between samples. Then, the student's t-test was used to compare the treatment differences for each gender.
The statistical analysis of the food preference test consisted of a two-way ANOVA, considering type of bottle (FR vs. CR) and treatment (C vs. L).
At 9 months of age, a three-way ANOVA was used to assess statistical differences between groups. In addition to the above variables (S and L), the dietary intervention (D) in adult life (HC or HF diet) was also considered. When an interaction was found, a two-way ANOVA was then used to assess treatment and/or dietary differences inside each gender, followed by a post-hoc student's t-test.
The analysis of the evolution of body weight and food intake was performed using repeated measures ANOVA and considering sex (S), treatment (C vs. L) and diet (HC vs. HF) along time. Linear relationships between key variables were tested using Pearson's correlation coefficients.
Results
Maternal Leu Supplementation during Lactation Promoted Decreased Food Intake in Adult Offspring, Particularly for Carbohydrate Rich Diets, without Changes in Body Weight
To assess the potential impact of maternal Leu supplementation on adult health outcomes, the offspring were monitored throughout life. Weaning was performed on day 21 and following this, males and females from offspring were fed ad libitum with the control diet, without Leu supplementation. As stated in the methods section, offspring is named according the dietary treatment followed by their respective mothers (groups C and L). No differences in body weight were found to be associated with maternal treatment up to five months of age ( Figure 1A ,B). Then, Lee's index at six months of age indicated that L-males were thinner/smaller than the controls ( Figure 1D ), whereas no differences were observed within females ( Figure 1C ). However, L-females showed lower food intakes after weaning, in comparison with their controls ( Figure 1E ), whereas there were no differences within males ( Figure 1F ).
To get further insight, at the level of control of food intake and food preferences, the two-bottle test was used [25, 27, 28] . Rats were simultaneously offered two bottles containing an identical caloric density (2.31 kcal/g) and either a carbohydrate-rich (CR) liquid diet or a fat-rich (FR) liquid diet, after a training period of 10 days. Both L-females and L-males showed lower total food intakes (17% and 21%, respectively) in comparison with their respective sex-controls, which was mainly reflected in a diminished selection of the carbohydrate-rich diet in both genders ( Figure 1G ,H). Furthermore, when adjusted to the total energy intake, L-females showed a pattern of lower CR consumption (61% in L vs. 69% in C), that, accordingly, resulted in higher FR consumption (39% in L vs. 31% in C), whereas in males this differential pattern was more attenuated between experimental groups (24% FR and 76% CR in C-males and 27% FR and 73% CR in L-males). Therefore, despite the fact that no impact on the body weight of adult offspring was apparent, the conclusion was that early Leu supplementation in the lactating period altered food intake and dietary preferences in adulthood. 
Glucose and Insulin Homeostasis Were Disturbed in Adult Offspring from Leu-Supplemented Dams in a Sex-Specific Manner
The effect of early Leu supplementation in the long-term on glucose/insulin homeostasis was assessed. Glucose and insulin levels at five months of age were not affected by maternal Leu supplementation under feeding conditions.
Under fasting conditions (Time 0 in the OGGT), no differences in either glucose or insulin levels between C-and L-animals were found. However, blood levels of glucose (Figure 2A ,B) and insulin ( Figure 2E ,F) in response to an oral-glucose tolerance test (OGTT) were differentially affected by both early maternal Leu supplementation and offspring gender. 
Under fasting conditions (Time 0 in the OGGT), no differences in either glucose or insulin levels between C-and L-animals were found. However, blood levels of glucose (Figure 2A ,B) and insulin ( Figure 2E ,F) in response to an oral-glucose tolerance test (OGTT) were differentially affected by both early maternal Leu supplementation and offspring gender. Therefore, the glucose area under the curve (AUC) was significantly lower in L-males ( Figure  2D ), whereas no differences were found within females ( Figure 2C ). Insulin AUC was higher in Lfemales ( Figure 2G ) and lower in L-males ( Figure 2H ), in comparison with the respective controls. Altogether, the HOMA-IR index was kept under control values in L animals (data not shown). In Lmales, this was accomplished by a faster removal of serum glucose, associated with a reduced insulin response following the oral glucose load. In contrast, L-females displayed a slower plasma glucose removal using higher insulin levels. Therefore, early Leu supplementation led to higher insulin sensitivity in offspring males but lower insulin sensitivity in the females. Therefore, the glucose area under the curve (AUC) was significantly lower in L-males ( Figure 2D ), whereas no differences were found within females ( Figure 2C ). Insulin AUC was higher in L-females ( Figure 2G ) and lower in L-males ( Figure 2H ), in comparison with the respective controls. Altogether, the HOMA-IR index was kept under control values in L animals (data not shown). In L-males, this was accomplished by a faster removal of serum glucose, associated with a reduced insulin response following the oral glucose load. In contrast, L-females displayed a slower plasma glucose removal using higher insulin levels. Therefore, early Leu supplementation led to higher insulin sensitivity in offspring males but lower insulin sensitivity in the females.
Higher Susceptibility to Adult Obesity Was Promoted by Early Maternal Leu-Supplementation in Female but Not in Male Offspring
We next investigated the susceptibility to obesity by changing (from six to nine months of age) half of the animals (both males and females and from C and L groups) to a HF (45% calories from fat) and the other half to a HC (70% calories from carbohydrates), keeping protein content at 20% in both diets. Higher body weights were reached with HF diet in comparison with HC diet, suggesting a greater impact of dietary fat than of sucrose. Introduction of the HF diet was associated with noticeable sex-and Leu-specific responses. L-females, either under the HF or the HC diet, showed higher body weights than their corresponding controls, whereas the opposite was found in males ( Figure 3A,B) . Furthermore, final weight gain was exacerbated under the HF diet in L-females (62% higher than in the controls, C-HF) ( Figure 3C) ; whereas L-males showed a tendency to gain less weight (21% vs. C-HF) ( Figure 3D ). The analysis of body composition confirmed a higher increase in body fat in L-HF females (47% higher), in comparison with their controls (C-HF) or under the HC diet ( Figure 3E ) as well as the relative protection in L-males (15% lower) ( Figure 3F ) under both diets. Differences in fat content in L-HF females appeared at 15 days of the new dietary regime, the period where intake was also higher ( Figure 3G ), and were statistically significant from day 60 onwards (Figure 3E ). In contrast, food intake in L-males was not different from their respective dietary controls throughout the treatment ( Figure 3H ).
Early Leu Supplementation Was Associated with Long-Term Perturbations of Energy Balance Regulatory Signals in Hypothalamus
The mTOR signaling pathway has been proposed as a central regulatory mechanism, particularly involved in glucose homeostasis and insulin sensitivity mediated by Leu, but also in protein and lipid metabolism [29] . Therefore, to check the impact of early Leu, an analysis of the gene expression of proteins and factors belonging to the mTOR pathway in the hypothalamus, at the end of the HF and HC diets, was performed ( Figure 4A ). In general, females presented higher levels of expression than males, and this was statistically significant for mTOR protein, its down-stream effector, the ribosomal kinase S6 kinase B1 (Rps6kb1), the regulatory proteins, tuberous sclerosis complex 1 (Tsc1) and 2 (Tsc2) and the RAC serine/threonine-protein kinase 1 (Akt1). In addition, early treatment with Leu induced a reduction in the expression of Tsc1 and in the proline-rich substrate of AKT1 (Akt1s1 also called PRAS40), the latter accentuated by HF-diet; a decreased expression of Akt2 was also found in L-animals under the HC-diet. No major differences were found in other proteins taking part in this signaling pathway ( Figure S1A) .
Relationships between the factors involved in the mTOR signaling pathway are complex and we did not determine the level of phosphorylation that could contribute to characterizing, with further detail, the adaptations in the mTOR pathway. However, it is remarkable that those factors affected in our experimental set up have also been associated with a model of activation of mTOR induced by insulin (AKT, TSC1 and 2 and PRAS40) and are relatively independent of the activation performed by amino acids [30] . The fact that females express higher levels than males, concomitant with a reduction in the expression of all these factors associated with early Leu supplementation is suggestive of altered insulin-dependent regulation of mTOR in the hypothalamus of L-females.
In order to assess whether early dysregulation found in food preferences affected neuropeptide regulation over the long-term, the expression of genes associated with the control of food intake was determined in the hypothalamus at the end of the HC/HF feeding. The expression of the orexigenic peptides-Npy and agouti related-peptide (Agrp)-showed the lowest levels in females under the HF diet, maybe as a reaction to counteract obesity progression ( Figure 4B ). Interestingly, expression of melanocortin 4 receptor (Mc4r) showed a sex-diet distinctive pattern; L-females under HC diet expressed more Mc4r than controls and this was accentuated under the HF diet, whereas males showed an opposed pattern. and (C) Gene expression of leptin-associated proteins. Analyses were performed in C and Leu animals at the end of the HF/HC feeding (at nine months of age). mRNA levels have been analyzed by RT-PCR. All data represent mean ± SEM. The insert with the correspondence between the bar color and the experimental groups applies to (A,B,C) panels. Relative expression of control males (C-HC) has been set at 100% and used as a reference for the data of the rest of groups. Anova: S (sex), L (Leu), D (diet, HF vs. HC). * p < 0.05, student's t-test.
Expression of the pro-opiomelanocortin (Pomc) anorexigenic peptide was lower in L-males in comparison with the controls and no differences were found within female groups ( Figure 4B ). In addition, the ratio of expression of Mc4r/Npy was similar in all male groups (close to 1) whereas in females the impacts of both early-Leu and the adult diet were underlined. Early-Leu supplementation was associated with a two-fold increase in the Mc4r/Npy ratio in females (2.0-fold and 1.8-fold under and (C) Gene expression of leptin-associated proteins. Analyses were performed in C and Leu animals at the end of the HF/HC feeding (at nine months of age). mRNA levels have been analyzed by RT-PCR. All data represent mean ± SEM. The insert with the correspondence between the bar color and the experimental groups applies to (A,B,C) panels. Relative expression of control males (C-HC) has been set at 100% and used as a reference for the data of the rest of groups. Anova: S (sex), L (Leu), D (diet, HF vs. HC). * p < 0.05, student's t-test.
Expression of the pro-opiomelanocortin (Pomc) anorexigenic peptide was lower in L-males in comparison with the controls and no differences were found within female groups ( Figure 4B ). In addition, the ratio of expression of Mc4r/Npy was similar in all male groups (close to 1) whereas in females the impacts of both early-Leu and the adult diet were underlined. Early-Leu supplementation was associated with a two-fold increase in the Mc4r/Npy ratio in females (2.0-fold and 1.8-fold under HF-and HC-diets, respectively), in comparison with the respective controls. Expression of the hypothalamic regulatory peptide, cocaine and amphetamine regulated transcript (Cartpt), signaling associated receptors, such as the growth hormone secretagogue receptor (Ghsr) and the insulin receptor (Insr), and functionally associated genes, like the fat mass obesity-associated protein (Fto) were neither different between genders, nor altered by treatments ( Figure S1B) . However, the influence of Leu supplementation was found, to some extent, on leptin signaling. Expression of the leptin receptor (Lepr) and of the suppressor of cytokine signaling 3 (Socs3) showed a similar pattern-they were lower in females than males and showed a decrease in L-males under HC-feeding, whereas a lack of response was observed in female groups ( Figure 4C ).
In connection with the different gender susceptibility to obesity found in L animals, a regression analysis revealed the existence of relationships within hypothalamic neuropeptide expressions in males, which were lost or altered in female-Leu animals. The whole set of correlations analysed is presented in Table S2 . A scheme outlining the significant correlations and their relationships is shown in Figure 5 . Mc4r expression in L-males was negatively correlated with Pomc, Cartpt, Agrp, and Ghsr, whereas such correlations were not found in L-females ( Figure 5 ). The same pattern was observed concerning the expression of LepR and Socs3. On the contrary, a high number of positive correlations were seen in L-females, which were not observed in L-males ( Figure 5 ), mostly concerning relationships between Npy and Socs3 with the rest of neuropeptides. Special relevance may exist for the correlations between Npy and Agrp, Agrp and Gshr and Socs3 and Cartpt, which were found in control animals, both male and females, and in L-females, but not in L-males. Therefore, these neuropeptides could be more directly involved in the protective effect against obesity seen in males. HF-and HC-diets, respectively), in comparison with the respective controls. Expression of the hypothalamic regulatory peptide, cocaine and amphetamine regulated transcript (Cartpt), signaling associated receptors, such as the growth hormone secretagogue receptor (Ghsr) and the insulin receptor (Insr), and functionally associated genes, like the fat mass obesity-associated protein (Fto) were neither different between genders, nor altered by treatments ( Figure S1B) . However, the influence of Leu supplementation was found, to some extent, on leptin signaling. Expression of the leptin receptor (Lepr) and of the suppressor of cytokine signaling 3 (Socs3) showed a similar pattern-they were lower in females than males and showed a decrease in L-males under HCfeeding, whereas a lack of response was observed in female groups ( Figure 4C ). In connection with the different gender susceptibility to obesity found in L animals, a regression analysis revealed the existence of relationships within hypothalamic neuropeptide expressions in males, which were lost or altered in female-Leu animals. The whole set of correlations analysed is presented in Table S2 . A scheme outlining the significant correlations and their relationships is shown in Figure 5 . Mc4r expression in L-males was negatively correlated with Pomc, Cartpt, Agrp, and Ghsr, whereas such correlations were not found in L-females ( Figure 5 ). The same pattern was observed concerning the expression of LepR and Socs3. On the contrary, a high number of positive correlations were seen in L-females, which were not observed in L-males ( Figure 5 ), mostly concerning relationships between Npy and Socs3 with the rest of neuropeptides. Special relevance may exist for the correlations between Npy and Agrp, Agrp and Gshr and Socs3 and Cartpt, which were found in control animals, both male and females, and in L-females, but not in L-males. Therefore, these neuropeptides could be more directly involved in the protective effect against obesity seen in males. A dotted line indicates that a negative correlation was found in L-males, which was not observed in L-females and a dasheddotted line indicates that a positive correlation was found in L-males, which was not observed in Lfemales. Bold line shows the lack of response to Leu seen in females. The full set of data is shown in Table S2 .
Together, the data indicate that leucine supplementation in early life seems to disrupt-to some extent and particularly in females-the hypothalamic regulatory nexus driven by neuropeptide components, involved in the control of energy balance and fat stores. In contrast, the same nutritional input in male siblings reinforced the control of energy balance and over the long-term, protected, to some extent, animals, against the development of dietary obesity. A dotted line indicates that a negative correlation was found in L-males, which was not observed in L-females and a dashed-dotted line indicates that a positive correlation was found in L-males, which was not observed in L-females. Bold line shows the lack of response to Leu seen in females. The full set of data is shown in Table S2 .
Together, the data indicate that leucine supplementation in early life seems to disrupt-to some extent and particularly in females-the hypothalamic regulatory nexus driven by neuropeptide components, involved in the control of energy balance and fat stores. In contrast, the same nutritional input in male siblings reinforced the control of energy balance and over the long-term, protected, to some extent, animals, against the development of dietary obesity.
Selected Early Biomarkers at Weaning May Allow Identification of Susceptibility to Obesity in Adulthood
In order to track whether metabolic alterations found in adulthood could be anticipated at an earlier age, our next step was to further characterize gene expression in selected tissues (hypothalamus and mesenteric adipose tissue) of the animals at weaning, when offspring from control and Leu-dams still did not differentiate for body weight or body composition. Following the same pattern, the weight of mesenteric adipose tissue was not different between groups (Table S3) . Interestingly, an altered pattern of gene expression could be found in adipose. Leptin (25%) and adiponectin (60%), key genes associated with energy metabolism, showed decreased expression in L-females (versus C-females), and the same trend was observed in Ucp2 expression (40%) ( Figure 6A) ; profile in high contrast with the expression observed within males, which was not altered by early Leu treatment. This suggested that these genes could be earlier indicators of a gender-specific perinatal imprinting, associated with the susceptibility to develop obesity in adulthood.
In order to track whether metabolic alterations found in adulthood could be anticipated at an earlier age, our next step was to further characterize gene expression in selected tissues (hypothalamus and mesenteric adipose tissue) of the animals at weaning, when offspring from control and Leu-dams still did not differentiate for body weight or body composition. Following the same pattern, the weight of mesenteric adipose tissue was not different between groups (Table S3) . Interestingly, an altered pattern of gene expression could be found in adipose. Leptin (25%) and adiponectin (60%), key genes associated with energy metabolism, showed decreased expression in Lfemales (versus C-females), and the same trend was observed in Ucp2 expression (40%) ( Figure 6A) ; profile in high contrast with the expression observed within males, which was not altered by early Leu treatment. This suggested that these genes could be earlier indicators of a gender-specific perinatal imprinting, associated with the susceptibility to develop obesity in adulthood. Figure 6 . Expression of genes in the adipose tissue and hypothalamus at weaning. Expression of genes in (A) mesenteric adipose tissue and (B) hypothalamus at weaning in offspring from C and Leusupplemented dams. mRNA have been analysed by RT-PCR. All data represent mean ± SEM. Relative expression of control males has been set at 100% and used to refer the data of the rest of groups. Anova: S (sex), L (Leu). * p < 0.05, ** p < 0.01, student's t-test. Lep = leptin; Adipoq = Adiponectin; Ucp2 = uncoupling protein 2; Npy = Neuropeptide Y; Pomc = Pro-opiomelanocortin.
Concerning the expression of hypothalamic factors associated with mTOR signaling ( Figure  S2A ) and the expression of neuropeptides ( Figure S2B ), only minor effects were seen at this early stage. However, a higher Npy/Pomc ratio was found in L-females (versus C-females), whereas it was not altered in L-males (versus C-males) ( Figure 6B ), suggesting a tendency to higher orexigenic versus anorexigenic modulation, induced by maternal Leu-supplementation in female offspring. This fact, together with the disturbed expression of neuropeptides observed in adult life, directed our focus to NPY neuronal connections at weaning. The hypothalamic paraventricular nucleus (PVN) is the main site of accumulation of nerve terminals of NPY-containing neurons. A morphometric analysis of that region was performed and NPY positive (NPY+) axons were located by immunohistochemistry ( Figure 7E ). Data showed that female progeny from Leu-supplemented dams had a wider PVN area than their corresponding controls, whereas no differences were found within males ( Figure 7A ). The number of neurons in the PVN was similar between all experimental groups ( Figure 7B ) and the same was seen concerning PVN neuronal density ( Figure 7C ). However, a lower percentage of innervation Figure 6 . Expression of genes in the adipose tissue and hypothalamus at weaning. Expression of genes in (A) mesenteric adipose tissue and (B) hypothalamus at weaning in offspring from C and Leu-supplemented dams. mRNA have been analysed by RT-PCR. All data represent mean ± SEM. Relative expression of control males has been set at 100% and used to refer the data of the rest of groups. Anova: S (sex), L (Leu). * p < 0.05, ** p < 0.01, student's t-test. Lep = leptin; Adipoq = Adiponectin; Ucp2 = uncoupling protein 2; Npy = Neuropeptide Y; Pomc = Pro-opiomelanocortin.
Concerning the expression of hypothalamic factors associated with mTOR signaling ( Figure S2A ) and the expression of neuropeptides ( Figure S2B ), only minor effects were seen at this early stage. However, a higher Npy/Pomc ratio was found in L-females (versus C-females), whereas it was not altered in L-males (versus C-males) ( Figure 6B ), suggesting a tendency to higher orexigenic versus anorexigenic modulation, induced by maternal Leu-supplementation in female offspring. This fact, together with the disturbed expression of neuropeptides observed in adult life, directed our focus to NPY neuronal connections at weaning. The hypothalamic paraventricular nucleus (PVN) is the main site of accumulation of nerve terminals of NPY-containing neurons. A morphometric analysis of that region was performed and NPY positive (NPY+) axons were located by immunohistochemistry ( Figure 7E ). Data showed that female progeny from Leu-supplemented dams had a wider PVN area than their corresponding controls, whereas no differences were found within males ( Figure 7A ). The number of neurons in the PVN was similar between all experimental groups ( Figure 7B ) and the same was seen concerning PVN neuronal density ( Figure 7C ). However, a lower percentage of innervation of NPY+ fibers towards PVN was found in L-females, in comparison with controls, whereas no differences were seen in males, irrespective of maternal Leu supplementation ( Figure 7D ). These data show the impact of maternal Leu-supplementation in disturbing neuroanatomical development in offspring, which would be associated with inadequate NPY signaling in the central nervous system from early life, resulting in sustained disturbances in adulthood, in female animals. of NPY+ fibers towards PVN was found in L-females, in comparison with controls, whereas no differences were seen in males, irrespective of maternal Leu supplementation ( Figure 7D ). These data show the impact of maternal Leu-supplementation in disturbing neuroanatomical development in offspring, which would be associated with inadequate NPY signaling in the central nervous system from early life, resulting in sustained disturbances in adulthood, in female animals. 
Discussion
Obesity is growing at an alarming rate and has been described as one of the most serious public health challenges in Europe, particularly because of its increasing prevalence in children [1] . However, effective strategies to counteract and/or prevent obesity are still lacking. Only in a few particular cases do we know about the mechanism involved and have the specific tools to resolve the problem (i.e., in the case of leptin deficiency, which affects a small number of individuals, obesity can be treated with leptin injections [31] ). Although, there are already some studies showing that the intake of specific nutrients at early life exerts important effects later in adulthood, as has been shown for leptin [32, 33] , a protein present in breast milk but not in infant formula [34] and for β-carotene [35] . Therefore, despite the identification of specific nutrients still being scarce, it is becoming clear that early nutrition constitutes a first line of intervention and that current evidence suggests dietary influence during pregnancy and lactation as main determinants of obesity in offspring in both animal models and humans [32, [36] [37] [38] [39] [40] [41] [42] . Here, we show that in female rats, maternal leucine supplementation during lactation predisposes offspring, when adults, to higher body fat accumulation, whereas it protects male offspring.
Our approach started from the observation that breast milk contains soluble, free amino acids that are lost in commercial milks for infants [43, 44] and the consideration that this could have a noticeable role in short term modulation of nutritional cues in the gastrointestinal tracts of neonates. In this context, we made an intervention in the amount of Leu, a single and essential component in the maternal diet, taking advantage of the fact that Leu is an indispensable amino acid and therefore, its levels are exclusively dependent on dietary sources. Leu was selected because of its high abundance in body proteins and fluids, including milk, where it has been involved in the growth-promoting effects of milk [45] . Recently, the current trend towards obesity found in non-breast fed infants has been associated with the highest protein levels in commercial milk formulas, which are elaborated with cow proteins, richer in Leu than those of humans. In that situation, Leu exacerbation of mTOR signaling could be the linking mechanism between early feeding and adult obesity [46] . However, the daily amount of Leu required to support normal body functions and its role in body weight control is not clear at all. As an example, the setting up of Leu recommendations in growing infants is based on the Leu-protein content in breast milk, but does not take into account the significant amount of free Leu found in breast milk [47] , so may be underestimating potential needs. Furthermore, some authors highlight that requirements for Leu in adults should be increased [48] and that higher daily intakes could contribute to a leaner phenotype, particularly in weight loss diets [11, [49] [50] [51] [52] . Moreover, there is controversy on the beneficial role of Leu in body fat accretion and glucose/insulin homeostasis. There is evidence supporting the improvement of these metabolic signatures [15, 19, [53] [54] [55] [56] , at least in certain conditions, but also a lack of effects has been found, which appears mainly associated with low doses, short treatment times or the fact that treatment was performed in non-obese animals [17, 57, 58] .
Recently, a collection of papers showing fat mobilization and weight loss in animals after short-term deprivation of Leu introduced a novel perspective in this area [19] [20] [21] 23] . In the previous characterization of maternal metabolism, we found that dietary Leu supplementation during lactation was associated with a relative improvement in body composition [24] . A basic question was whether this beneficial influence could be transferred towards progeny. Our data were consistent with normal growth rates and development of progeny, although this went together with a lower food intake in females that was not observed in males. However, when a food preference test was performed and animals were able to select between a fat-rich (olive oil emulsion) or sucrose-rich drink, perturbations in underlying mechanisms of food intake and selection became apparent. Particularly, a decrease in sucrose preference was found and preference for fat remained constant, a trait that could contribute to a predisposition towards a higher calorie intake during hyperlipidic diets. Then, the challenge with a HF diet allowed us to provide evidence for the presence of disturbances in the regulatory axis, controlling food intake, body weight and neuroendocrine signaling in hypothalamus. The high-fat diet, in L-females, initially caused a higher food intake, associated with a higher degree of obesity, which was already apparent after 15 days of the diet, in comparison with a more delayed and smoother response in the respective C-females. Interestingly, L-males did not show the same pattern and in fact, they appeared to be somehow protected against body fat accretion, either under a high-fat or a high-sucrose diet (around 15% less body fat). These results may contribute to unravelling the controversial role of Leu supplementation, which in addition to having opposite effects depending on sex, timing of administration and impact at long-term appear to also be key factors that should be taken into account.
Finally, in our model based on increased maternal consumption of Leu during lactation and its withdrawal at weaning, a sex-specific effect was found in the offsprings' insulin homeostasis. Gender-dependent differences were found for insulin levels (higher in males than in females), already present in C-animals, which was in accordance with other previous publications. Moreover, maternal consumption of Leu during lactation differentially affected the response to an OGTT within each sex [42, 59, 60] . Specifically, control of glycaemia after the OGTT was associated with higher insulin release in Leu-females in comparison with C-females; whereas in males, the opposing pattern was observed. Consequently, early Leu supplementation was associated with improved insulin sensitivity in males in contrast with the adverse impact on females. Recently, coordinated and parallel pathways regulating mTOR by insulin and amino acids (mainly Leu) have been described. Activation of the mTOR pathway through the complex mTOR-Raptor modulates the translation of specific mRNA, mediated by the ribosomal kinase S6K1 and the binding protein to the initiation factor of protein synthesis 4E-BP1 [30] ; mTOR and S6K1 are two factors that showed a higher expression in females than in males in our study. In addition, perinatal treatment with Leu modified the expression of Akt and of the target proteins of its phosphorylation, Pras40 and Tsc, which could be associated with a diminution of this signaling pathway by Leu in general and may be more evident during high-fat feeding. The mTOR pathway is at metabolic confluence with the nutrient-hormonal signaling network and integrates with the energy status of cells, therefore, its dysregulation has been implicated in the development of obesity [61] . Therefore, perturbations found in the expression of relevant genes in this regulatory pathway could be at the basis of sex-specific different susceptibilities to obesity associated with Leu.
In close connection with this, hypothalamic anatomical development and the associated neuropeptide expression network, which drive the regulation of energy balance, were also disturbed, as described in other animal models of nutritional manipulation during the perinatal period [59, 62] . The relevance of NPY and its role, in combination with other regulatory peptides (POMC, AgRP, MC4-R and SOCS3), was clearly seen in adulthood, when obesity was settled in L-females. Interestingly, susceptibility to obesity could also be anticipated at weaning from hypothalamic and adipose tissue metabolic signatures. The identification of early biomarkers of adult health outcomes is a remarkable interest of obesity research. Such indicators may provide a useful tool to assess susceptibility to obesity in advance and therefore, contribute to delaying its onset and/or counteracting its development [32, 63, 64] .
Conclusions
This study demonstrates that maternal Leu supplementation during lactation contributes to inducing a developmental program which predisposes female offspring to higher susceptibility to adult dietary obesity, while protecting male sibling offspring. The molecular basis of the disturbance is likely to be linked to neuropeptide expression, with a relevant role for Npy, and mTOR factors associated with insulin signaling. Early warning signatures of adverse nutritional imprinting could be anticipated from leptin and adiponectin expression in adipose tissue, long before the onset of obesity.
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